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3i v^c-Ki t * -f - -tr £ jF-tit&to&M. m £ tt, c-Ki t * f - - -e O fStef t 

[0 0 2 4] 

c-Kit^r^---tf^H^LTV^/h^BM^«^H526 (ATCC «£ DJBA. CRL-58 

ik&tyl : 4- (3-^nn— 4- (vy nyn t';v7 < y r^y 
7i;^y) — 7 - y h^r 6 - + 7 'j > ij *T 5 K 

it^®2 : 4- (3-ynn — 4- (xf;P7^/*Jl/#-^) 7^/7x7^ 
v) — 7 - y h * v— 6 - ^/'J>* ;i/^yp-9- 5 K 

it^3 : N6-y (3-ynn— 4- ( ( (~y ? u y°u \£ )VT < 

\Y/ktyR4 : N 6 - y h^rv— 4 - (3 -y un— 4 - ( ( (^)VT< y) 
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Mb 5] 




\Y&m 3 4 

[0 0 2 5] 

H526(i. 10% FCS (Cell Culture Techno logiestt X *9^A) *^tfRPMI1640^f 

m (BTKmmw^nm) -^5% co 2 ^>^^^-^- (3 7t) x^mLtz 0 m 

H526*fflJ&£PBS Xm$t&L, 0.1% BSA (Sigma *#trRPMI1640^f 
& (JilT, BSA-RPMI1640) T1.0 x cells/ml K!&iB U -OfffiS?R£50 
ft ^)\s~7V- H:flLt, 5% C02^ (3 7t) 

-e— HfeJ&«Lfeo — Bfcig*^ 200 ng/ml SCF (R&D ttK) £-g-trBSA-RPMI164 
0 50 a« K S.ti { ^L7 , ;«^t/®^^-trBSA-RPMI1640 100 /i 1 Lfc„ 

ttJfc»«&iniH!$&B i 0 7B§(^ Cell Counting Kit-8 <mtHV&ft$m& 
) 2Qfx\*mz-. 5% C0 2 -f >*^-*- (3 7°C) -C#5}2NfM^«L^o ft& 
SO^^ft 450 nnu 660 nm .x;K?)i«;jg£ "TV- h U-^ 

- MTP-32 (nn-J-^CttSO ^fflv^l^lto i ;K^)iRjtJK*SCF«:^SP 

m*5o %umirh(D\z^w^mkmn<7)mm. (ic 50 ) «r*»^o 

[0 0 2 6] 

tblE# 2004-3035664 



mm 2003-062823 



^-v: is/ 



F-e^J^c $ ft £ «ii?S U c-Ki t * i~ - -tfiamSti ^tLT^^tfx.c, 







IC50 (iiM) 


1 


9.36 




12.8 


m ^ 3 


214 


4 


56.3 



[0 0 2 7] 

[mmm2] scFfij#j:^c-Kit^^--^'; ^mtKMir z>it&m i <D&m 

c-Ki t * -f - -tr ^^/h*fflJ^W^SIffl)ia*H526*ffl^c-Ki t * -*f^?-<7>> SCF$lJ# 

H526(±, 10% FCS^-a-tfRPMI1640^T5% C02-T >^r^^-^~ (3 7°C) "C 
*£*L£ 0 H526£fflJJS£PBS XSmflcfrL, BSA-RPMI 1640^5.0X105 cell 

s/mH:I^l> ^c7)|ffllS^^^l mlc?o24'>i^7 <, P- h tCjML-C, 5% CO2 
>f (3 7°C) T*6B#F^«L7to 6R*W*&aKfe, ^L«t£t/ 

K^^-tfBSA-RPMI1640 1 ml^r^PL5% C02-T > j.^- ^ - (3 7°C) "C 1 B^f 
F^Jt#L/^lL lO^g/ml SCF (R&D 10/< 1 LT, 5% (X^^^ 

(3 7°C) tIt:5«*L/: 0 5 35*ra«*H&, PBST~zfei£U SDS 
•9->7°;l/n-7"V 7 r-100// lfc^flnL-Ccell lysate-f- > ^11 

U 94°C • lO^W^atrff o^-20TC-e^«#L^o 

-?-<7)^, cell lysate-9" > "/;i/20 p 1 ^ 4-20% gradient polyacryl amide gel ( 
^~it^m°aW^:^±m) TME&fcttfcfr o£ 0 &Krf£> PVDF membrane (Amers 
ham pharmacia biotechttS^) C3HIBIth7>^77-L, F7>X7r-L 
tztyyvy*^ 1 WtLT phospho-c-kit (Tyr719) antibody (Cell Sig 
nalingttM) „ 2Wfclt anti-rabbit IgG, HRP-1 inked antibody (Cell 
Signaling ttfO ZM^TJ A y 7n y h o fc Q y > Supe 
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r Signal (PIERCE #.Wd "Cftfe £ /t 0 

z<Djfe^ m i ^TF-fm*), scF^^T-e(ic-Kit^^---tf{±'; ^mtznir 

[0 0 2 8] 

H526(i, 10% FCS^^"trRPMI1640^%-e5% C02-T > + (37°C) "C 

*£#L£ 0 (UiRiL PBS-e2HI^?f-L. PBS-C5.0X10 7 cells/ml L 

fco iOjHM&SRiRjfcfc 6i§i&?)|)i Balb/c nu/nu mice ^-*± J; t? 

S»A) <7)«MTat:0. 1 iltflLto Mm#II^150 mm3tc& 

o/zB#*^ib A M#:t>®<7)^^^^t, is 20, i 4 am^mni^zn o 

fco $Elft$J®fi0.1 ml/10 g#M^tS:#»^^^) =t d o.5%^^;v-b^n-^ 

Iff 5EtMT o/: Q 
[0 0 2 9] 

4 ] In vivotCfett^>c-Kit^^---lf <DV>WMt 
5.0X107 cells/ml <7)^(ZpML/iH526<7)«^^0. 1 ml£, 6 ilft^lHtB 
alb/c nu/nu mice * -;l/X 'J ^-f± J: <9fiflA) ^J&M&TglU'^fit L It®. 
, JfiMMt/^300-1000 mm 3 tc & o £B#*;-C\ tf- ^ ;U n > h n - ;H£ (v#$£i£ 

lysate buffer (50 mM HEPES (pH7.4), 150 mM NaCl, 10% gycerol, 1% Triton 
X-100, 1.5 mM MgCl2, 1 mM EDTA, 100 mM NaF, 1 mM PMSF, 10^g/ml aprotin 
in, 50/7 g. ml leupeptin, 1/ig/ml peptatin A, 1 mM Na3V04, 25 mM /?-glycer 
ophosphate, phophatase inhibitor cocktail II) \tiX ^ i? i~ 4 X L.fz Q 
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&<kLfzmz±.m%* >^5e*U 3XSDS tV^n-f-f>^y77- 
£»]LTcell lysate-9"> yOv£fPo/Co cell lysate-9">7 p ^*94'C 

^cOcell lysate+r>7°;i/£4-20% gradient polyacryl amide gel (^—jt^Maa 
$^#tt$0 "CM^ffiMZftofco faWik, PVDF membrane (Amersham pharmaci 
a biotech ttSft) K 3 NfWC b 9 7 r - Lfz > > > lMfttLt 
phospho-c-kit (Tyr719) antibody (Cell Signal ing ttSS) , 2^fji#t Ltan 
ti-rabbit IgG, HRP-linked antibody (Cell Signal ing ttfjf) ^^t^A; 
7*0-7 h&ffofco ^>7»^» Super Signal (PIERCE ttM) ~C§k& 

[0 0 3 0] 

[m i ] scF3«K«fc&c-Kit*-?----tf<E> , j ^m^t^tl-Mt^ 1 eos^s 

[El 2] K^*K:#^LfcH562®0ii^Ktt1-&ft^% 1 <D&W 
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[HI] 




fc^ffcl 0 0 0.1 0.3 1 3 10 30 100 nM 

SCF (50 ng/ml) 



[02] 




o -l 1 1 . 1 

5 10 15 20 25 



tbfiE#2 0 0 4 



-3035664 



mm 2 0 0 3 - 0 6 2 8 2 3 ^- v : 1/E 

[Hi] c-Kit*1--^m&fe&*niT%rtz%ik&yot:M.mL. c-Kit* 

m&k^m it I tCfBIR^k^^aftv^c-Kit^^— b*ffi#SttS:^L, in vi 
tro&tfin vivo^c-Kit^^-^^vStMbL7^^|ffl^Oi#^i^^aiJ-r-2> i fcj&*JL 

w $ o c-Ki t * - -tf * ^-r if tz gt«^j am. m $ *l ?t o 

[Will] &L 
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th m A 



IftSUI 
1 . 



a 

ft & 



[000000217] 

1990^ 81293 
If MJIrii 

m^fP^^E/h^ill 4T@ 6 



i o-^- 



/±SfiE#-^- tt5lE#2 0 0 4 - 3 0 3 5 6 6 4 



